The growth and follicles differentiation in ovary is controlled by the FecG gene of TGF-β superfamily proteins. FecG (GDF9), FecB (BMPRIB) and FecX (BMP15) are three oocytederived genes of TGF-β superfamily, which have essential role in ovulation and follicular growth. This study was intended to identify the FecG mutation in 30 ewes of Lohi sheep. A fragment length of 139 bp of FecG gene at exon 2 was amplified with a forced PCR-RFLP primer pairs and products were digested with Ddel enzyme. The results revealed that there is no mutation at this locus, because Ddel enzyme could not recognize restriction site. In this study, we found wild type (++) alleles. The polymorphism analysis of Lohi sheep indicates that the reported mutation for litter size is not present in this breed. Therefore, it is important to identify other SNPs for FecG gene in Lohi sheep.
Introduction
Growth differentiation factor 9 (FecG) is a fecundity gene and belongs to transforming growth factor (TGF-β) family. FecG gene is mapped on Chromosome-5 in sheep (Ovis aries) and spans 2.5 kb and contains two exons separated by single intron (1126 bp), encodes 453 amino acid residues of a prepropeptide [1] . FecG 
Materials and methods
Animal`s sampling and DNA extraction Thirty Lohi sheep breed ewe's samples were collected from livestock production research institute, Bahadurnager, Okara, Punjab. 10 ml venous jugular blood samples were collected in 50 ml falcon tubes contains EDTA (0.5 M). DNA extraction was carried out by method described at Mustafa et al. [8] . The quality and quantity of the genomic DNA was assessed by agarose gel-electrophoresis and Nano Drop (ND1000-Spectrophotometer) apparatus. A 139 bp region of FecG gene was amplified using forward (DdelF: 5` ATGGATGATGTTCTGCACCATGGTGT GAACCTG-3`) and reverse (DdelR: 5`CTTTAGTCAGCTGAAGTGGGACAA C-3`) primers (Table 1) [1]. The PCR reaction was carried out in a 25 µl reaction mixture consisting 3 µl genomic DNA (50 ng/ µl), 2.5 µl of 10x buffer (50 mM KCl, 10 mM Tris HCL (pH 8.0), 0.1 % Triton X-100), 3.0 mM MgCl2, 200 µM each dNTPs, 2 µM of each primer and 0.2 µl Taq polymerase (5 U/ µl). The amplification reaction conditions were carried out using the following steps described in a study of Debnath and Singh [9] . 15 µl of PCR-RFLP product reaction mixture was used for digestion along with 2µl of 10x buffer at 37 °C for overnight with 1 µl of Ddel restriction enzyme (10 µg/ µl). Digestedproducts were resolved in a 3.5% agarose gel stained with ethidium bromide and visualized under UV light. Results A total of 30 ewe`s samples from Lohi sheep breed were genotyped with the forced PCR-RFLP. The PCR-RFLP electrophoretic analysis of FecG gene is shown in (Figure   1 ). The PCR-RFLP results show that there is no polymorphic site exists in the exon 2 of FecG-gene in the selected samples of Lohi ewes and had wild type (++) genotype (Table 2 ). . We used several concentrations of ingredients to maintain the optimal reaction conditions to produce repeatable and veracity of reaction. The results of used PCR products and gel electrophoresis reveled that these strategies are useful for the identification of FecG mutation in a sheep breed (Figure 1 
